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(57) Abstract: A method of inhibiting a lowering in cndoglucanasc activity in the presence of a surfactant characterised by com- 
prising modifying a protein having the endoglucanase activity and carrying no pyroglutamic acid at the N-end into another protein 
carrying pyroglutamic acid at the N-end. A protein having endoglucanase activity and having been modified into pyroglutamic acid 
at the N-cnd by amino acid modification; a polynucleotide encoding the above protein; an expression vector containing the above 
polynucleotide; a host cell transformed by the above expression vector; and a process for producing the above protein by culturing 
the above host celL 
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[0056] ^(D'^(D)m}±;x. mmsi}£<D'^^m<Dm. wtmrnm^^^Tdii 
E.ttdm>i^<omi^^^tsnimxii^x%imm(ow^mmkW-^^ 

[0057] t.i\S:>(DmmmL. mm>mt. j^^a^. a^^M^. ii^i:Jtif(D^^^#{4 
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o 

[0058] :L<DX^\z.Lxmhhfcmmmimm^ti^^^m(Dr^^<m\t. ^^mmo)^^ 

[0059] ^mmmi!>^h^mm(Dr^^<m^um-r^\^ti. nmim^ \ mmm^h^m 

m^. mw. ^m. fm. ^mmmKnirmm^(^mmmLiti7mm^ii. tt 
[0060] *fc, :^mm(Dj^nmmi^p%(Dmmm^h. ^^m(D^yy<^n^mm'r^:iti!)i 

[0061] nhti±.nmnn. nmim\' \ m^\f. x'^^h^y . -fe/wn-^^, r:»n^:^^ ^ 

^J^y^-. i^y;«7y/w*if V ^5^S;^;7i^^^■v^^77^-^cJ;^9l»i!^■r 

[0062] tJi^o-c. *l§e^(DSiJ(7)li«(rJ:n«. HtllEO*||P^(cj:?,irJi^>'/-?^«oiSi5g 

[0063] M£MiaL 

-4^?^mKx?>?&^-<^^-pEGT>oixmmmis^titz±mmjMiom (ferm 
BP-5973) tt. m^Ln^mAmm^mm^m^m<ii^w^^^%±y'Sf-i(B) 

i^i^mo<{rr{?miT@l#S6l •f'^m6)](C, W8¥(1996¥)7^ 12BJ;19S 
l^^!C^tLfct)(Z)r-foi9. «9¥(1997¥)6^ 13 B;5^felll^^ft{;I#W$^^TV^ 
5o BIS^SI£#-^(SBS5Stt#-^(Cii^<[]rti*lll^Slt#-§-)«,FERM BP-59 
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73 [PERM P-15729]T?fc?)o 
[0064] \Mm^^i:^^-pMKD01X-BW^^^ntz±mM]M10m (FERM 

BP-5974) it. m±n^^xmmmmm^m9tmm^^'^^ti.±y^-im) 
mim^<\tniMir^immi ^^mn\^. W8^(i996¥)7^ i2Qxm 

\H^n^tiitii<DXh^. 5^^9^(1997^)6^ l3^^»feHlll^f€^^:3i^t^^^rv^ 

So mm^%^^ mm^te^'^Km mttmif^memm its perm bp-59 

74[PERM P-15730]-efe5o 
[0065] •^9:^^¥pCBl-M2XRX^WlB^^ifl1t±mmM109m(FERM BP-6045 

fcfc<D-e$>!9, «9¥(i997¥)8^ 11 0^^^>Bl^^fe^q^w$4^-cv^So mn^ 

fe#^(@|^Sl6#^{Ci^< [] f^H:SrtSf6#-^) tt. FERM BP-6045[FER 
M P-15840]-efc5o 

Ym-t^^M>\-<r>imh\.x. mx.i-f. y7;=^5KpCBl-M2XR^Sr$!|l6i^^XbaI-em 

\tU ^'^mUir^^tiz^^Xhn^z.kP^x^^. 

[0066] i^mn\^X.^^^^^9-(Dm^tfi^o^y^^-y-^yyi^y:^ MN200-lt*( 
FERM BP-5977)(4, MiEfriSiCfeA^lgft^tif^^W^^^W^i^^fi-fe^^i? 

-immmm.^-iMwm^^'^T.^ijmmm%mihx^ : Taos-ssee 

0 2ti:S^acmo<tf rUi^lT B l#i*l f i<i06)]lJ:, 3p^jg8¥(l996¥) 7^ 1 

5 0 J;9Si^^lfi$tifc't><^-efc«?, TO9¥(i997¥)6^ 13 0d^feai^^tfi{c=i^ 
t$^^-cv^5, SI^Sf£#-t08^Sffi#-^t-i^<[]f^fiilrtSlfi#-^)tt. fer 

M BP-5977[FERM P-15736]-C*)5o 

[0067] 3|!:^0^}^j:s^m^i^^-(D^sii:/jjt?5§hy37^/w-7.fc-'y7^ mc300-i^(fe 
RM BP-6047) it. mtLn&.WiKmm&.WsU^m'^m^m±m^ti±y^-\.(. 
mm^m.^x.mm^^'^x'^jL^wi^m^mi.hx^ Tsos-ssee 0 
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m\H^%^tlffi>(DX*m. ¥^9^(1997^1^)8^ 11 B;6^^.B^^t6(i3gJt$tb 
TV^So SggSlt#^ (S^SIt#-§-tCi^< [] l^f*® PERM BP 
-6047 [PERM P-158423T?fcSo 
[0068] 7'7;5^^KpUC118-STCEex-C?l^Kteife$tLfc:^j§1lDH5a(FERM BP-10 
127) 14. »3S:tTjgCj5feA«mfifc#i^'g'W?«EB'fi|#fF^'fel^l£-fe>'^- (fcT* : =r 30 

5-8566 B^mmmm'o<ff^Mirnmmi fifcm6){^.5p^i5¥(2oo3 

¥)12^1 B {J:Srt^fe*tbfe'fc©"T?fe»). ¥fifel6^(2004^)9^ 150d»^®K5 

tt.PERM BP-10127LPERM P-19602]Tfo5o 'JCiS, >^7;^5KpUC118-S 
TCEex}4,:?°9;=^$KpUC118<^BamHlSl5{fc(CSTCEjt^i^SrifALfc'b(D-Cfc-5 
o :L<^BamHI»f;^-^-■ir*t^5^:/K:^^/^*•:^— ^STCElii^^f*, ^vhnysr-^ 
iE3?iJ#-^-5{c:^$tb5Sa^J^^-r5. 

[0069] siTi^:^mm(ommm^^-tiiK :itiiiim^£^-mx-h'ox^mm^m'&-r?>h 

h(oxh^. 

(1) NJtcig#imM-fe/V7— €|gm^:5'^~pMKD01<D«|| 
7'7:^5KpUC118 (^:!&7^<-r:*-|tjS[) ^BaioHlXmitU #e>*v5»fJtS:DNA 

y-^^a>'d^5'^(^5';^9/W;ii-^±f^)SrfflV^T@ BKS$*pUC118-BNSr#yt, ;i 
OpUC118BN;SrSphIt??^^liL. Mm^mit. @ B^#$-1i:. pUC118BSN$1# 
fCo 7$3— ^--O-yW-V;^ MN200-l;^(FERM BP-5977);6^P5, 
5p8-l 26492-^-^#{CEm(^;fyfe{iL/c;iSoT. -Ir/V^— ^NCE2jt^i^O^;g 
^^tfPsti-Xbal^M-3. 4kb^#fc ^^^^l^^i(^$^JPSi^^-e^g>f^:LT^3V^/cpU 

C118BSNi:igifeU. pUC118BSN-PXSr#fj:o C<DpUC118BSN-PXtCgiJ^*t 
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y^m^m^^xmAu ■yy^^h'pM2i^mmLtzo m^mAm^^v^f^^uyir'^ 

KMNC-02S.t/MNC-03<^ffl V NfCo 
[0071] MNC-02: 5 ' -G AGCGCCAGAACTGTGGATCCACTTGGTGAGCAAT 
G-3' (iE^J#-^6) 

MNC-03 : 5 ' -TCCGCCGTTCTGAGCGGATCC AGGCGTTTGGCGCG 
-3' (SB^J#^7) 

[0072] :i<7>y7;^5KpM2lSrBamHI-C?^'fbbx riltC^^a— ^'-O'Vl^^':'^ MN200- 
lttft5l5•fe^tf;^-/^-rKcI9— ^jt^^(NCE3)(^PCR®f>i'SrBamHI-r'?B^kUc1) 
(^^ji^L. 7°9;^5KpKM04Sr#fCo NCE3(Z)PCRrrJttt. iiiT<^^7-r^-M 
KA-O5RWKA-06^m^\y^=i~-y''<yyuyy^ MN200-1W(FERM B 
P-5977) ^M'!f/^DNA{m^''u^mB9S/03640^-y<yyU^yV) ^^i^m 

[0073] MKA-05: 5'-GCCGCCCAGCAGGCGGGATCCCTCACCACCGAGAG 
G-3'(gB^J#-^8) 

MKA-06 : 5' -TGATCGTCGAGTCAGGGATCCAGAATTTACAGGCA 
C-3'(gB^J#-^9) 

[0074] tufS7°7;^5KpKM04tC,T;^^/V'd^/V>?,-::::x^7>;^ (Aspergillus nidulans) 
fe5fetrpC)tf5^-©7°n^-i?-JlU?^— 5^-^— (MuUaney, E.J. , et. al. , 
Mol. Gem. Genet. , 199. 37-45, 1985) ^fflV^T#^BH59-175889^-<i^i^ 

Litm^'f'^^mLit. :l^^maI■t??g^kLT*5V^fcy^>^$KpKM04i;^gigL. N 
5l?#Snl!-feyV9— ^ISm^^iJ'-pMKDOKFERM BP-5974) ^fil^Lfco 

pMKDoi«, NCE2m.B^<Dfm^y^<i^M<oN3mx^rmiohp, m±=ivyx 
•?T«3bp(j:BamHi^iigE?ij%^ii^Au-cfe5o-e, mm<Dyr^V'-45\zm'r 

[0075] [^1] 
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Bam HI Bam HI 

6' - GAGCGCCAGAACTG TGGATCC CTC ^TGCCTGTAAg cggatcc a g g-3' 10) 

GluAr gCln AsnCvsGl vSerLeu CysLeu (E?l|»^ 11) 

[0076] (2mmm±/i^v—^mm^^^-p]Doi<Dm$(k 

#Sfi<J^SSr«Ab> gg^^A7'9>^5KpM21-in-Al«r#:feo 
[0077] pMN-Bam: 5'-GGTCAAACAAGTCTGTGCGGATCCTGGGACAAGA 

TGGCCAAGTTCTTCCTTAC-3' (SB3?IJ#-^12) 
[0078] Clt7)pM21-m-Al^$!jM^HindIIlS.U'BamHITii'fkb. ^hifl^mikhff) 

Hix-mitu m7kh(DWiyf^muLtzo :Lfi^(Dm'i:mi^u 7°7j^5KpjDoisr# 

[0079] [^2] 

Bam HI Bam HI 

5'— tg cEga t ec tgggacaagATGGCC CCaS'lTCIGAg cgga tcc agg-ff (E?!l#* 13) 

MetAU ProPhe - (K^JS^ 14) 

[0080] nmmm A2 ^i^mNCEm^^i'^-Rxj^hsMii^HMmfCE4^^-<i^^-<D 

Xf^^CE4^m^^^-tLX^ mmmAl (2) \C^m^tl±.pJBOU:i, NCE4 

PCR^m\ #etL§*^JO. 9kbp(DPCRMi^^BamHI-r'ti'fbLfct3(^^^|^S!lLfCo 

:Lix%:mm<Dm mmmxiimtLxi$\^ ^fepjDoi irigi^L. pn2ex-n4^«iiuco 

[0081] NCE4-Ne: 5'-GGGGGGATCCTGGGACAAGATGCGTTCCTCCCCTC 
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TC-3' (BB^J#^15) 

NCE4-Ce : 5 ' -GGGGGGATCCCTGCGTTTAC AGGCACTG ATGG-3 ' ( 

ia5^j#-^i6) 

[0082] NM^mmNCEmm^i^^-t\^X. mMMAl (D {^^mhtltcpUKDOl 
(PERM BP-5974) {i. NCE4M^'f'<DM'y^i-^^Un^\^\^ ^tzM^y-^^^ 
9Mm.W$&W^U pEGDOl (PERM BP-5973)S:«l6LfCo t.'f. NCE4it 
e^O^^^:^^^^«SIR^«c^7'9^^-NCE4-Ns^ttmCE4-CsOMi^^'^ 
*P*T?StlfE753— 7 • -fyy l^y;^ MN200-lt5Sft jfJ-J^/ixDNASr^SK^PCRSr 
ffV^, #^>ti5J^0. 8kbp<^PCRS!fe^lrBamHIT?t^'fliLfct)<^Srl8»ltfCo :itiSr 

[0083] NCE4-Ns: 5'-CCGGTGTTGGCCGGATCCGCTGATGGCAAG-3' 

NCE4-Cs: 5'-TAAGGCCCTCAAGGATCCCTGCGTCTACAG-3' (jSH 

[0084] (2) ^mmtiCBARxm^¥[MmiiCEA^^irmmR^w- 

y^=L--y'y(i/yvi^7. MN200-lttSrSisg-Jft(3. 0%^/V=i-;^. 2. 0%^©3i 
0. l%5j<y^7'hi^. 0. 03%li>fl2*/V">l>A, O. 03%filE^-r^^'>!j^A, pH 

6. 8).37t:-e24^P^l§^U i^'L^5>fi(-J;'9ll*^1i:^lHll|3lUO. Smol/LiXa- 
j!^P-^T'i5fej^L/Co ^tL^3mg/mL i3 -iZ/ViJ'n:^^— tf (iXi/vliia) . Img/ 
mL^^-^— ^■:S.I^lmg/mLf-V^yT— If 20T(;i{k^X|||±Si) ^-^tfO. 5m 

(0. 5mol/Li/:x— :J'P>-y;, 10mmol/Ug'fti;!&/V'i/!j'i», 10mmol/Lhy;^:i[®? 
. pH7. 5)-Cj5fc#b. n&'SVTCKmmUth<0-:fxiY-^'?:^YW^tUto 
100 n l.(0-:fnY-fy:<mMWi\cn\^. lO LODNA (pEGD01XI*pN2EX-N 

Amm:Mx.. 7K?^T-e5^p^#mt. 4oom LopEG^^ceoroJKy^i^wy^y 

=1— /V4000, 10mmol/LiL'ft;;^/^v'f>i^, 10mmol/Lh!;;^:iL^s pH7. 5)^;!JP 

x.> H^c20:5>r^7X^1^TT•i^®L/co &.±.<omm:\.fc-fuh-fy7.mmm\t. sut 
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0. 4%mM^^^. 0. 2%^^^^;^. l%my<.. pH6. SX^YMCfC^^t 
[0085] (3) iga±^cl3(^^^^NCE4^lTJ^Npt5«#APMNCE40EGU^140Jt|{5 

^3f4pH10OEGU®ttSrl00iL, •?:©@':9-^-C*^LfCo 

[0086] [^3] 







EGU 


(%) 












pN 2 EX-N4 


1 00 


2 7. 1 


N5fe«Sf+*nSNCE4 


pEGDO 1 


10 0 


5 5.6 



[0087] ^(Dt^^. NimHijamNCE4mmui^m^m^fitcm^±mm.Asmi}m 

[0088] (4) Xi^mNCE4RXJ^N^mmNCE4<DNMil^T?.ymMn<Dm^ 

^mmnmmi^(Dmm±m^sT>s-PAGEimum%mm^i:itc^i^y<mt: 

PVDFI!^($yjKTtU!Hmmobilon-PSQ) :L<D-^nyhi!>^^m 
43kDa(DNCE4(7)/^>'K^^«JttlLfCo r.tlSr7'ox-Y^'i/—:J'^>'f— Model 49 

[0089] ^rOi^m> pN2EX-N4Jli^®teifeft:;5^^,#^tlfe^^^NCE4ia. ISI^<i^r^m9 

coNCE4(DDNABB^Ji:— iJc-rsciSrHMLfc. 
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Pfu pyroglutamate aminopeptidase;i?:*7/W:?htt$i)^fflV^T^filSN5feC^ 
[0090] [|g4] 















ADGKSTR 


(e^m^i 9) 


Nj|c!WM-J!ni®NCE4 




pQNCGSADGKSTR 


(ffi^i»t2 0) 



[0091] mwmi : hy^T'/w-if y7^ffiN7i5«seiJis!"fc>'W7-'€5im-<j5'j?-xoj^^ 

^-^tP^3. lkb(DHindIII®f>t&ti«i5'-5^-^-'HSi*Jc^-^ti'2. 7kb<7)SalI»T>H-Sr 
y7;5^5KpUCl 19(c::J'n-yfbU:fct.<^ (^iim7°7;^5KpCBl-H4^l057'7;^$ 
KpCBl-Sl) SrfflfULfCo r(^:^7J^$KSrfit^^-t5±TOMl09l*i^-./w^-7 

'fk;Ufc;*-y=?5?^V';a-f-KCBn-SttiRUfCBc-Xho^Sr^tu^n:/7;^5KpCBl-H4 

7;^$KpCBlH4-19S.t;'pCBlSl-17^^1tilL:to ^(C. :/7>^5KpCBlH4-19 
^XbamtmioI-e^i'ftL. #f?tt5^6kbOf^jti:, 7°9;^5KpCBlSl-17€rXba 
i-e?^^t:^. xhol-elf|J:9-6iJt-mb. 2kboeer>H-SrjiijgL, pCBl-M 

[0092] CBn-Stu: 5'-GATACATGATGCGCAGGCCTTAGTCGACTAGAATG 
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c-3' 

CBc-Xho : 5* -GATCCTCAAGCTTTTGCTCGAGTACCTTACAAGCA 

c-3' (ia^j#-^22) 

[0093] pCBl-M^Sall-e^^'fkL. «^J2. 7kb©S(r>i-^7"7;^5KpUCl IQfili^n-:/ 

itu y7;^5KpCBi-SaiM^«iiLi't, ;iiT^H(j:-;*:^DNAi:L. vyMithit 

^^-yrf^^^J'l'^rf'KCBl-SmSph^ CBl-Bam&tJ5CBl-Pst?rT=— /W^*. J^:* 

[0094] CBl-SmSph: 5'-GGAGGGTGCATGCCGACTGAGCCCGGGCAGTAG 
CC-3' (SB^J#^23) 

CBl-Bam: 5'-GCCGGGAGAGGATCCAGTGGAGG-3' (iH^J#-§-24) 
CBl-Pst: 5'-GCTCGAGTACCTTACTGCAGGCACTGAGAG-3' (ga3?IJ 
#^25) 

[0095] m^. yy^$.Vpuci is^xbaiRxmcom-cmitu YmAzfTyf-yif^yV^ 

m^i^XW-mtX^. i BK^U 7'7;^^KpUC118-SBNS:«|gL;to ClOpUCllS 
-SBN^HindniS.U^Sall-Cl^'fliL. lll#<Dffi!||55^5^-^§)l9m$ix5*^Jl. 4kbOcb 

[0096] [^5] 

Sal I Stu I 

S'-et agtcgac t aaggcct gcgcatcATGTATCAAA/^STiaXXXriCATOCXXX^^ 

MetTyrGlnLysLeuAlaLeuI leSerAlaPheLeuAlaThr (SSfWSr^iSf) 

Sma I Sph I Pst I Xho l Hin dll 1 

SH X)Ca3CXX rirjV3TO OGGATGC ACC GACTtXXTOCACTAAggt actceag ca aaagett gag-3'(iR?ll»Bgl^ 

AlaArgAlaGlnSerAlaCvsThr GlnCysLeuGln <ffi5U#-^) 

[0097] <(^ig^jB2 : N^i^W.i^STCEim^^i'^-RXJ^XmmSTCEmm^^^- 

[0098] (i)mm^i^^-(Dmm 

x^sTCEm^^^^f-thx. mmmBi icj;t)#6ttfc^y;^^KpCBi-M2 
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*-f . STCElit^^c^lilR^^^. yy-f^-STCEl-TNERVS.U'STCEl- 
TCET22IC0m^-a-^:?-frT?s :/7;^$KpUC118-STCEex(FERM BP-10127) 
^mMi^PCR^m^Xm^U =flbtl5i^Jlkbp©PCR^!feSrEcoRV&i;qEcoT2 
2l'(^mitUtii(Dt:mMLtCo :i^X^StuI&t;PstI-C?^'{bL-C jSV >fcpCBl-M2t 
iiilgL, pCB-SteSrIilgbfCo 
[0099] STCEl-TNERV: GGGGATATCGCGCATCATGCGTTCCTCCCCCGT 
CCTC(BE^J#-^30) 

STCE1-TCET22I : GGGATGCATTTAAAGGCACTGCGAGTACCAGT 

C(|E5nj#^3l) 

[0100] NMi^ui^msTCEmm^^^-tvr. mmmBuz.xmhntcz/'yT.KVpCB 

*-f ^ STCEl5t^i^O^S^V/^•^®|ai^||ig^^, y^7>rv-STCEl-TmNSp 
hXt5STCEl7TCET22I<Oi^^-§'fcii-t?. 7'7;^5KpUC118-STCEex(FER 
M BP-10127) S:^i!{J:PCR?rffiV>-Ciii|igL. #e>*i5jj«>Jlkbp(DPCR^tlSrSp 
hI^tU'EcoT22I-C?^'f kLfcfe©;SriiS{LfCo rH«rSphl2ilt;?PstI-C?^'fbL-Cj3V ^tz 

pCBl-M2i:igi^L, pCB-Sts^^llLfCo 
[0101] STCEl-TmNSph: GGGGCATGCGATGGCAAGTCGACCCGCTAC(iE 

[0102] (2) hl^ny^/W-v • K'y xstrain2<7)f^ai 

hy=37*/Wtf!;7* MC300-l«c(FERM BP-6047)(D10®CFU/mL@^(D 
lia^ilJSt«S:UV^T2ilTSr30cm©i^$T^«"T,«S^35^{Cii?pUi;iS6)H8ltLfco 

A, 0. 03%^^. 0. 03%M-Vi/^iy!?A77K?Pt). 0. 03%mt:>J/Vi^^J>.^ 0. 
5%j//1^3-y?., 2. 5%^3^, 0. 01%M/-;^3i^p(yh(5mg<j!E^^77K?Pi^. 1. 5 



Patent provfded by Sughrue Mion, PLLC - http://www.8ughrue.com 



wo 200S/0S6787 



30 



PCT/JP2004/018184 



7Kl-^fi?Lfct)0) ] (CIO M s/mL(D'^Vi^yRmmg/mL<D5-y/\^:tr:^:tvTy 

[0103] (3) ^if^msTCEiRxj^N^m^sTCEi^^-rmmmmt^ 

' ^yy^ (Nevirospora crassa) S 5|iSpyr45t{s^^r^tf :^7^5KpP 
YR4i:=ih7>;^7;i—^—^'3y (co-transformation) ^TftrV \ 

*-f . hy=ix/l^-r.e');7'strain2Sr. 5OmL(D0^*:?i^;jJc^-ift(l%'l'-;^ha^^P^, 1 
%=^}V\-^^7^^ 2%ifs^)^^fVy. 2. 5%i//v=t-y?., 0. \%TyW.-^%2W^ h.. 0 
. 05%fi!!£^-7i/^v/!>A77!KfPtls 0. (pH7. 0)) ;6S5>i^$tl.fc200 

mLOH^ 777^=1 {cffiMU, 28'C-C2e ^J^Ht, #fj*vfc«i*:?rii'i>5J-|ll(cJ;«? 
irniKt. 0. 5mol/L'>a— ^P— ;^-ej5ti^UfCo ;itT/Sr3mg/'mL ^-^fV^xi:=^ 
^(iX^^thlS) , Img/mL^^-^-— ^S.U5inig/mLif>r^yT>-€20T(^'fb 
^•X^W)Sr^tfO. 5mol/Li/:x-i5'P-y^^gj^{c!g^SL, 30*^-^60- 90:^^ 

J;i9[flli|ZL, SUTCi^»?^-ei5fe#bx SUTE(cii^SUct><^^7'i3h7'7;^hijiS?Ki: 

100MLO:/nh>^7;^hll^lS{c:^L. 10MLtODNA(pCB-SteXf*pCB-Sts) 

TX-#{lLyS:„ )>X}L<n>mmjk.-fxxWy7mmm%. SUTCig»^K-fi5fe#b. 0 
. 5mol/Lv'=L"^n>-;^^^tf§/>^a6tc#:Sg35i:i:t{-fi^L, 28*C-C5BF^^ 

[0104] (4) J^^igE-f O5cS(?SISTCElS.tm5»:«gmiJlSSTCElOEGU?£tt(0Jt|{E 
#^ttfcJi^®^i^«s:=^lll^<2^l8^98/11239-^^<^:7U5,h(c^i:-Ci^^L.-?: 
<^i^ll±^^#fc„ ^<^)Jtll±^^^SDS-PAGE{C#^L. mSkDat^STCElO/-^ 
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[0107] (5) %i^msTCEiRxm^mw:i^sTCEi<DN^^T?.ymmm(Dm¥T 

mmmWmi^ilS^(Dm^±.m&0. 05mol/Lhy;^@f(pH8. O). Imol/La^ 
:^hy!>A^§l^tL. |^^©'<5xKJJ?y (BV) <DV3y^-/v:f^/V650C (My— 
t±®i)l^Pii^^*> 3BV<O0. 05mol/Lhy;^J^^(pH8. 0). Imol/hmmrThV^ 

J>^X^m^f^^%:m^LfZo :Ltl^3BV<D0. 05mol/Lhy;=^:^^(pH8. 0). 0. 5 
mol/L}5it^^hy'^A-e^tUL.^y^:/XL(cut 5000. VJ^mM)RW^^hy 
7y-15(cut 5000, ^y3KTl=±$li)-X?i^*SL.O. Imol/Vjym-tVV'^^AiiiHd. 8 
), lmolXLmkTy^::^^J>MmtL-tCo CtL?ryy->^PHE(6mL, T•ri>'^i^/< 

m^i:MBU PD-10{T-^iy^J>>^U:t'9-^:^y^^)xmM.U 0. 05mol/L 

WiU ^m^m^%:muLito :L<Dm^imm.m. o. osmoi/mm-thv^MpH 

m^^mUUCo r5/i^X75pg(l6X60mm, T^i/^ 

i=>/W^-y--r^^;^thM) <Dy/i^5i§i-'*L. ^B^^-T- Jj^45000Ojii:9-^SrlHUlZL 
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*(7)^^±mSr#yho r<^i#ai±^gSrSDS-PAGE{;:#^b, JiS^45kDaOSTC 
El<^/^VKd5S^(^W^ixSit«±mSr^ifeLfco ^<Dit^±jS<DpH10iitJ5p 
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fcm>^y^'^mmmmi$.mf^u pcB-stmi 2iiLxmmi'tzo 

*-f s STCEim.B'f-(D^^^y^^i^Wm^miii^. T'y-Y-^-STCE-TmNSph 
-2&U?STCEl-TCET22I<DJ!ai^^'g-i3*t?.7'9;^5KpUC118-STCEex(FER 
M BP-10127)S:^MJJ:PCRSrfflv>Tjitit. #P>*v5i^lkbp(DPCR^«^SrSp 
hlRX^EcoT22lX-m^[:L1tii(Dt:mMUto rixSrSphlS.t^Pstl-C^B'ftL-CjSV 
pCBl-M2i:jgigU pCB-Stml2;Sr«|gLfco Sk±(Di.oimm^fiit^^^-p 

CB-Stml25rffl V ^-Cfl^Wte^^l^tbfc^U=I■r/^■^ • If pQSACADGKSTRC 
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^(Dm^±m^nfZo ^(Dmm±m.^SDS-PACE{mU iiS>J45kDa(Z)STC 

Ei(Dy<:^h'i)>Mi'\mm^fi^mm±m^mi^tco^<Dmm±m(DpHioRxfp 



Patent provided by Sughrue Mion, PLLC - http://www.sughrue.coin 



wo 2005/056787 



35 



PCT/JP20D4/018184 



O3^^SSTCEli:lt|SJLfC)^;i:Sr^l0tJ:;^-r„^10iipH10OEGU?Si4?rl00 
[0119] [^10] 







EGU 












5^aji!STCE 1 


p CB-S t e 


1 00 


1 4. 5 


4TSy»«*nSTCE1 


pCB-S t ml 2 


1 00 


2 2. 4 



[0120] ^jc^gggo^^xN-jj^att, ^tJtKLT, #siffitt^J#?ST-e3i 

[0121] [|gll]ai>K^^/V';t;-:h— ^STCEl©T$y^ga3^J[V^-^-/v^7'^K(Sa^J##43) 

46) ] JtWCES i^y^-T/^^^Z^^h^ S.O'fife^^^/^^M (iE5nj#-§-4 

8) ](D#T$y^iB^Ji:S:Jt|{5Lfcigmi^rt. ^rONJK^SlBJia^J §81-5)^*^^1- 
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